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Fig. 2A 
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Fig. 4B 




10/19 

SUBSTITUTE SHEET (RULE 26) 



wo 2004/019900 



10/525256 

PCT/EP2003/009496 




11/19 

SUBSTITUTE SHEET (RULE 26) 



wo 2004/019900 



10/525256 

PCT/EP2003/009496 




Figure 5. CDId protein is expressed in the epidermis of mouse sicin 72h following 
exposure to a single dose (430m J/cm^ of UVB radiation. Fomnaline fixed mouse skin 
was stained using an isotype matched control mAb (A) and an anti-CD1d mAb (1H1) (B). 
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UVB radiation regulates mouse skin CDId 
mRNA levels 
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Fig. 6: Mouse skin CDld gene transcription is regulated foUowing UVB irradiation. 

The shaved dorsum of wild-type mice (3 mice per experimental group) were exposed to a 
single dose of 86mJ/cm^ of UVB radiation. At different time pomts (6, 24, 48, 72 and 96h) 
after UV treatment the mice were sacrificed and their UV exposed skin (2x2 cm) excised for 
RNA extraction and purification. Semi-quantitative RT-PCR was then carried out to detect 
mouse CDld mRNA. Bars 
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Solar UV radiation regulates mouse CDId mRNA 
levels in whole skin 
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Figure 7: Mouse skiii CDld gene transcription is regulated following solar simulated light 
irradiation. 

The shaved dorsum of wild-type mice (3 mice per experimental group) were exposed to different 
doses -1680 mJ/cm^ (1 min), 16.800 mJ/cm^ (10 min) or 33,600 mJ/cm^ (20 min) of solar UV 
simulated light. At 6 and 72h 
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Solar UV radiation reguiates CDId mRNA levels in 
human immortalized (DK7) lceratlno<^e8 
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Fig. 8: CD1d gene transcription in immortalized (0K7) human iceratinocytes is 
regulated following solar UV irradiation 

Medium was removed from DK7 cells grown In triplicate and replaced with sterile HBSS prior 
to UV exposure. The cells were exposed to 5700mJ/cm^ of solar UV radiation and 
immediately after exposure, HBSS was replaced with normal medium. At various time points 
thereafter (2, 6, 10, 16, 24 and 48h) the cells were harvested for RNA which was then 
purified and analysed by semi-quantitative RT-PCR to detect human CD1d mRNA. Control 
cultures were not in^diated. Bars represent the mean intensity fluorescence of gel bands 
(nonmallzed to GAPDH) relative to non UV exposed control cell cultures +/- SD. 
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Fig. 9: Cox-2 and TNFalpha mRNA levels are down-regulated in UVB-irradiated CDld 
knockout mouse skin. 

Total RNA was extracted and purified from whole skins excised from wild-type and CDld knockout 
mice at various time points (24, 48 and 72h) after exposure to a single dose (86mJ/cm*) of UVB 
radiation. Semi-quantitative RT-PCR was carried out to determine the relative mRNA levels of cox- 
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Fig. 10: Mouse skm IL-6 and MlPl-alpha are not induced in CDld KO mice. 

Bars represent the means of 4 animals sem. 
Left bar : CD^^-^- mice / right bar : wt mice 

Statistical significativity were calculated using the Student *V test; NS, Non-sienilicative * 
p<=0.05,**p <=0.01. 
ND : non-detectable value. 
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Fig. 11. 



Effect of H2O2 treatment on CD1d gene expression is lowered by presence 
of Hydrocortisone. 



18/19 



wo 2004/019900 



10/525256 

PCT/EP2003/009496 





CONTROL WITHOUT 
PRIMARY ANTIBODY 


CD„ STAINING 


HAIR FOLLICLE 


'. .■■^V-. .<> ' -V- , ; 





Fig. 12: CD„ IS EXPRESSED IN HAIR FOLUCLE OF HUMAN SKIN 
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